In the previous paper,1) the author reported When neutral proteinase I was chromato graphed on a column of Sephadex G-100 (Fig. 4-A) or on a column of hydroxylapatite (Fig. 4-B) , the elution profile of neutral sugar ran parallel with that of protein.
Thus, it appears that the carbohydrate in neutral proteinase I combines tightly with the protein.
By the thin-layer chromatography of the carbohydrate fraction of neutral proteinase I, only mannose and galactose were detected, but no other neutral sugar was found. The identification of the carbohydrate fraction of the enzyme was further performed using an automatic sugar analyzer. As can be seen in Fig. 5 , the neutral sugar components of the enzyme were identified to be mannose (88%) and galactose (12%), and the minor peaks of xylose and glucose were stoichiometrically insignificant. The recovery of the sugar (mannose plus galactose) was about 77%.
Amino acid composition
The values of serine and threonine were calculated by extrapolation to zero time, since •›•\•› neutral proteinase II (23.6mg/ml).
• from the other enzymes in many respects, its values of s_??_ and molecular weight are much lower than the corresponding values of the other enzymes. This enzyme lacks, in addi tion, both methionine and tryptophan residues. The isoelectric points of those proteinases represent a broad range, and the enzymes from A. sojae as well as those from S. naraensis and A. proteolytica are acidic protein in con trast to the enzymes from B. subtilis.
Neutral proteinase I from A. sojae is ap parently a glycoprotein similar to the pro teinase from S. naraensis. However, the mode of binding of carbohydrate to protein would be different between them, since the former contains mannose, galactose and hexosamine, while the latter contains only glucose.
It is interesting that the enzymes from A. sojae, S. naraensis and A. proteolytica contain half cystine residues, while this residue is completely absent in the three enzymes from Bacilli. In the previous paper,3) it was suggested that disulfide bond(s) would have a role in the maintenance of active conformation of neutral proteinase I from A. sojae, since some reducing agents such as KCN, L-cysteine and 2-mercaptoethanol inactivated this enzyme to some extent, but had not any inhibitory effect on neutral proteinase II of A. sojae. However, the number of half cystine residue of these enzymes are equally 4, which exist probably in the form of disulfide bond (Fig. 6 ). More detailed investigations in relation to their molecular conformation is required to elucidate this discrepancy.
The further details of physicochemical properties or the mode of action on various substrates of neutral proteinases I and II from A. sojae will be reported in succeeding papers in comparison with those of zinc-containing proteinases from microbial origin.
